Background: Information about malaria risk factors at high altitudes is scanty. Understanding the risk factors that determine the risk of malaria transmission at high altitude villages is important to facilitate implementing sustainable malaria control and prevention programs.
Introduction
Malaria has unstable transmission patterns in high land areas of Ethiopia, and its occurrence is characterized by frequent and often large-scale epidemics due to the low immunity level of highland populations. Most of the malaria infections are due to plasmodium falciparum and plasmodium vivax [1] .
Malaria transmission is highly variable and the acquisition risk for individuals is unevenly distributed even within a neighborhood in highland areas. A number of studies have been conducted to understand malaria risk factors at altitudes, less than 2000 meters above sea level [2] [3] [4] [5] [6] and more than 2000 meters above sea level in central Ethiopia. However, malaria transmission varies in space and time [7] as the country has diverse topography and climate [8] , so information about the transmission of malaria risk factors in high altitudes in northwest Ethiopia is limited [9] .
In Ethiopia, malaria intervention strategies have been targeted to areas located at less than 2000 m above sea level [10, 11] , and intervention efforts in highland areas are limited. The exclusion of these areas in unstable transmission zones can limit the success of the overall malaria prevention and control activities. Therefore, understanding the factors which determine the risk of malaria transmission can facilitate implementing sustainable malaria control and prevention intervention. The aim of this study was to identify the risk factors that drive malaria transmission in high altitude villages in northwest Ethiopia.
Methods

Study Area and Settings
The study was conducted in Dabat district, northwest Ethiopia between August 2012 and May 2013. The district is about 1187.93 square km and has about 160 thousand population [12] . The district is generally hilly and the altitude is estimated to range from 1500 m to 3000 m above sea level, divided into three highland fringes zones. The high transmission and epidemic prone (between1500 and 1750 m), highland fringes with low transmission and epidemic prone (between 1750 and between 2000 m), and highlands affected by occasional epidemics (between 2000 and 2500 m) [1] . Agriculture is the main occupation of the residents. The study included the peak of the malaria season (between September and November). The annual rainfall was 740 mm in 2011 and 481 mm in 2012 [13] . Malaria transmission is seasonal and Plasmodium falciparum is the dominant species. The district has four health centres and twenty-nine health posts which provide health services for the people in the district.
Study Design and Study Population
A health facility-based, unmatched case-control study was conducted. Patients who are fifteen years and above, who had history of fever in the previous 72 hours, visited one of the health centers for health seeking, and permanent residents in the Dabat district were included in the study. Patients who were extremely ill and had taken malaria treatment in the previous 30 days were excluded from the study.
Sample Size Determination
The sample size was calculated using the Stat Calc module of Epi Info for windows [14] software with an assumption of 95% level of confidence, 80% power, odds ratio of 1.64, a 1:2 case to control ratio, and assuming that 7.5% of the controls had travelled overnight in the past month [15] . The planned total sample size at the beginning of the study was 1767 (1178 controls and 589 cases). During the actual data collection period, 613 cases (positive thick film or RDT for any malaria parasite species) and 842 controls (negative thick film or RDT for all malaria species), a total of 1455 patients, were able to include in the study. The power for the actual sample size included in the analysis was calculated and found to be 78.8%, which is almost the same as the power assumed at the beginning of the study. Malaria testes were carried out at the health centres and patients were selected and classified into cases and controls. Cases were persons presenting at the four health facilities with a positive thick blood smear laboratory test or RDT and microscopy together. Controls were persons presenting at the same four health facilities whose thick blood smear tests or RDT and microscopy together results were negative for malaria infection.
Data Collection
Microscopy and RDT were used to confirm the presence of Plasmodium species on the tested patients (confirmed malaria and no confirmed malaria). Microscopy is the standard method to diagnose malaria. RDTs offer the possibility to extend accurate malaria diagnosis [16] . Malaria infections were defined as the presence of Plasmodium parasites in the blood, confirmed by the presence of parasites in peripheral blood by microscopy, or malaria antigenaemia by using RDT and microscopy together [17] .
A pretested and structured questionnaire was used to collect individual information. The study tool which comprised of socioeconomic characteristics, malaria preventive measures such as insecticide treated nets (ITNs) use, indoor residual spray (IRS), history of travel in the last month preceding the interview, ITN utilization during travel, travel place, and the homestead surroundings. All tested slides were stored at each health facility and the samples of ten percent of the patients were collected randomly for further quality control activities. The questionnaire was prepared in English and translated into the Amharic language (the local as well as national language) and translated back to English by independent language experts.Using principal components analysis (PCA) [18] and based on the ownerships of specific household items a wealth index was constructed for the patients.
Data entry, cleaning and editing of data were performed using the EpiData (http://www.epidata.dk) software version 3.02. All patient data were cross-linked to their villages and kebeles. The Data were double entered using the EpiData.
Statistical Analysis
Data analysis was done using the R statistical software version 3.0.1 [19] and STATA version 12.0 [20] . Stratification and multivariate analysis were employed to control confounders. Mantel-Haenszel test, are used to produce a single weighed estimate of exposure effect, which is adjusted for the effects of the confounding factor [21, 22] . A summary effect estimate was calculated which in contrast to the crude estimate, would take into account the confounding effect of the stratifying variable. Weighted averages of the individual stratum-specific estimates were taken by choosing a set of weights that maximizes the statistical precision of the adjusted effect estimate. The magnitude of confounding was evaluated by observing the degree of discrepancy between the crude and adjusted estimates. If there is no difference between these two estimates, the observed exposureoutcome effect was not confounded by the potential confounding variable. A large difference indicates the presence of confounding and implies that the adjusted summary measure is a better estimate of the effect of the exposure on the outcome of interest than the crude summary measure, since it removes the effect of the confounder.
The relationship between malaria risks and associated factors was analyzed using the generalized linear model (GLM). GLM was used to identify the predictors of malaria transmission in high altitude villages in which the outcome variables were measured on a binary scale i.e. presence or absence of malaria infection. It was used to relate the response variable to the predictor variables via a logit link function [23, 24] . GLM permits the adaptation of procedures for model building and model checking. The deviance was used to compare alternative models during model selection. Change in the deviance was used to measure the extent to which the fit of the model improves when additional variables were included. The model fitted in two steps to avoid confounding effects was fitted to each predictor variable one at a time. Then, the predictors with p,0.25 were retained in a multivariate logistic regression model. The standardized residuals for binomial data were checked for approximate normal distribution. For factors, a factor level with a greater coefficient indicates greater odds of malaria.
Ethical Issues
The protocol was approved by the University of Gondar Ethical Review Committees. Written consent was sought from all study participants. For illiterate participants, the consent was read by literate ones who they could trust and thumb-printed consent was obtained thereafter. For children who participated in this study, study aims and procedures were explained to parents/guardians; their understanding was confirmed through an interview before written or thumb-printed consent was obtained. Clients were assured by the study coordinator that interviews were completely voluntary and had no any risks. Patients positive for malaria tests were given anti malaria treatment. All data were confidential and names were not linked to the data in any way.
Results
General profile of the study participants
A total of 613 cases (positive thick film or RDT for any malaria parasite species) and 842 controls (negative thick film or RDT for all malaria species) were participated in the study with 82.3% response rate. Of the total malaria cases, 380(61.9%) were diagnosed with microscopy and 234(38.1%) were using RDT and microscopy. (75.3%) were positive for plasmodium parasites, and 495 (92.5%) were males ( Table 2 ). The micro-ecological environment was assessed with regard to malaria transmission, and it was found out that types of trees used for fences around homestead were 138 (9.5%). One thousand ninety eight, (75.5) of the patients resided at an altitude above 2000 m ( Table 2 ). The majority, age group between 15 and 29, 738(76.1%), malaria patients 464(75.6%), males 831(74.5), p. falciparum species 237(72.2%) were from high altitudes villages (Table 3) .
Stratification analysis for checking confounders and effect modifiers
The stratification analysis using Mantel-Haenszl method showed that the discrepancy between the crude and adjusted estimates had not much confounded across all risk factors. Though a large differences not seen the adjusted summary measure is a better estimate of the effect of the exposure on the outcome of interest than the crude summary measure, since it removes the effect of the confounder. Male (OR MH = 4.08; 95%CI: 3.00, 5.40), and travel away home (OR MH = 1.966; 95%CI: 1.59, 2.43) were among risk factors for malaria transmission. Moreover, the strata did not show opposing measure of association. There was no evidence of effect modification (Table 4) .
Multivariate model using generalized linear model
The generalized linear model identified that males had 3.1 times higher risk for malaria infection compared with females (AOR = 3.1; 95% CI: 2.34, 4.23, p,0.0001). Patients mainly engaged in agricultural activities were at a higher risk for malaria infection by 40% compared with their non-agricultural counter parts (AOR = 1.40; 95% CI: 1.05, 1.91, p,0.02). Furthermore, compared to patients who did not travel away from their permanent residence in the month immediately prior to the study, those who traveled had about 2.01 times higher risk for malaria infection (AOR = 2.01, 95% CI: 1.56, 2.49, p value ,0.0001). Patients who used trees for fences of their homestead were more likely to contract malaria compared to those who did not have such fences (AOR = 1.71; 95% CI: 1.19, 2.47, p,0.003). The religion of the patient, age groups, presence of short and long grass, swampy, stagnant water, dig holes, broken clays, discarded tins and equipment around homesteads had not appeared to have a significant impact on the probability of acquiring malaria infection (Table 5) .
Discussion
This study characterized risk factors for malaria in high altitude villages in northwest Ethiopia. Males, history of travel in the month preceding the interview, plants used for fencing, presence of forests near house and agricultural occupation were found statistically significant predictors for malaria risks.
In this study, malaria transmission was found to vary between males and females. The high malaria risk observed in males as compared with females might be due to different exposure or other behavioral risk factors. Females are more likely to stay at home and travel less, and may use insecticide treated nets appropriately [5] . Males may be at risk due to larger travel from home for harvesting, seasonal job seeking and other social affairs [25] .
Patients who traveled to malaria endemic areas prior to the survey were more likely to the risk of contracting malaria compared with those who did not travel. This finding is consistent with those of other studies done elsewhere in Ethiopia and Kenya [25, 26] . This may be due to the movement of non immune people from higher malaria free altitudes to areas such as Humara, Metema, Quara, Dansha, Sanja, and Abrah Jira which are lowerlaying malaria endemic areas leading to severe infections in people who cannot take preventative measures as they are away from home. Non-immune individuals are predominantly susceptible to malaria if exposed to an infected mosquito, particularly in areas with high levels of transmission [27] . The movements, in search of temporary jobs and other social affairs are predominantly seasonal and take place when malaria transmission is ongoing. By doing so, they may be exposed to foci of vector activity in these areas. A seasonal movement has been associated with epidemics in Kenya [28] . Hence, travel away from home is an important predictor of malaria transmission in high altitude villages, northwest Ethiopia. However, that almost half of the malaria infected patients did not travel to malaria risk areas may imply some level of high altitude village transmission or that there might be regular travels which are not reported. Hence, the true cause for the transmission of malaria among people who live in high altitudes and do not travel needs to found out.
In this study, malaria interventions including ownership of ITN, sleeping in ITN on the previous night, number of ITNs available in the household, and spraying of houses with IRS had not brought any impact on malaria transmission though it is generally accepted that they reduce malaria infection and mortality. The findings are consistent with others reported that ownership or use of an ITN showed lack of protective effect against malaria in the country [4, 25, 29] . However, spraying IRS on the walls of houses reduced the risk of malaria [3, 29, 30] . The possible explanation for these findings may be that patients underreported possession, or the ITNs may be old and incompetent to protect or those who use bed nets at home fail to do so when traveling, or there are no adequate numbers of individuals possessing ITN as the major malaria interventions have given priority to malarious areas less than 2000 m [11] . The study focused on the passive case detection which may be limited to show the true pictures of malaria risk factors in high altitude villages. Respondents might not tell the facts as the interview took place at health centers and did not do physical observation of the housing conditions, homestead environment, possession and utilization of ITNs. Though questions were amended and indicated to know the months and seasons people travelled, travel histories of patients were assessed retrospectively and may reflect recall bias in accurately reporting travel patterns. The cases and controls were selected from health institutions which might introduce selection bias as patients often do not represent the general population, since the enrollments of the patients were based on the outcome of interest. More males than females are selected in the study. This can cause an overestimate or underestimate of the association and the population studied not accurately reflects the target population. Careful consideration was taken during data collection and analysis stages to minimize the bias. The data were analyzed using stratified and multivariate analysis for controlling confounders and assess effect modifiers. The unmeasured confounders are not controlled but the effect on the result is minimal.
This finding would suggest that understanding the socioeconomic and behavioral characteristics of the travelers, type of ecological setting, and availability of malaria vectors in the villages, timing and type of people who travel and considering environmental risk factors in high altitude villages are indispensable for successful and sustainable malaria control measures.
Conclusion
These results provide further insights for identifying the risk of malaria transmission in high altitudes villages. Travel away from home is an important predictor of malaria transmission in high altitude villages where vulnerable individuals travel through malaria endemic areas. Therefore, these results imply that malaria intervention approaches are significant and should be designed particularly for non-immune individuals who reside in high altitudes many of whom frequently travel to malarious areas. 
